. Su(Hw) depletion in S2 cells and mutant pupae. RT-PCR. Tubulin was used as a loading control.
. Su(Hw) recruits ORC. 
Supplementary Experimental Procedures

Chromatin immunoprecipitation
The material for one chromatin immunoprecipitation experiment consisted of 3 × 10 6 Schneider S2 cells or 50 mg of pupae. Crosslinking was performed by supplementing the incubation medium with formaldehyde (final concentration 1.5%) for 15 min at room temperature and stopped by adding 2.5M glycine (1/20 of the total volume). After washing with three portions of cold (4°C) PBS, chromatin was resuspended in 0.2 mL of SDS-containing buffer (50 mM HEPES-KOH, pH 7.9; 140 mM NaCl, 1mM EDTA, 1% Triton X-100, 0.1% Na deoxycholate, 0.1% SDS) with protease inhibitors cocktail (Roche) and sheared to 500-bp fragments by sonication. Sonicated chromatin was centrifuged twice at 16 000 g for 20 min, and used in immunoprecipitation experiments. For one experiment, about 10 µg of antibodies and 15 µL of Protein A Sepharose (Sigma) were taken; ssDNA and BSA were added to a final concentration of 1 mg/mL. The precipitated chromatin was sequentially washed with SDS-containing buffer, SDS-containing buffer with 0.5 M NaCl, LiCl-containing buffer (20mM Tris-HCl, pH 8.0; 1mM EDTA, 250 mM LiCl, 0.5% NP40, 0.5% Na deoxycholate), and TE buffer (20mM Tris-HCl, pH 8.0; 1mM EDTA).
Precipitated chromatin complexes were eluted by sequential incubation in two portions of elution buffer (50mM Tris-HCl, pH 8.0; 1mM EDTA, 1% SDS), 30 min each, at room temperature.
The eluted chromatin solution was supplemented with 5 M NaCl (16 µL per 500 µL sample) and incubated at 65°C for 16 h on a thermoshaker for de-crosslinking. De-crosslinked chromatin was subjected to proteinase treatment (3 µL of proteinase K and 5 µL of 0.5M EDTA per 500 µL s a m p l e ) a n d i n c u b a t e d a t 5 5°C f o r 4 h o n t h e r m o s h a k e r . D N A w a s e x t r a c t e d w i t h a phenol/chloroform mixture and precipitated with isopropanol. The precipitate was dissolved in TE buffer and analyzed by real-time PCR (qPCR). The result of immunoprecipitation experiments were expressed by calculating the percent ratio of the precipitated chromatin fraction to the input chromatin fraction.
